. Effects of occludin siRNA on paracellular permeability, CAR distribution, and CVB binding and uncoating Transepithelial resistance (A) and paracellular permeability (B) were measured in monolayers 48 or 72 hrs following transfection with control (CON) or occludin (OCC) siRNAs. (C), Caco-2 monolayers transfected with CON or OCC siRNAs were exposed to S 35 -labeled virus (25,000 cpm) and incubated at 4°C for 1 hr. Monolayers were washed and bound radioactivity determined. (D), 35 S labeled CVB was recovered (by detergent lysis) from monolayers transfected with CON or OCC siRNAs at 0 or 90 min p.i.. Lysates were overlaid on linear 15 to 30% sucrose gradients and centrifuged at 39,000 rpm for 120 min at 4°C in a Beckman SW41Ti rotor. Fractions (150 µl) were collected from the top of the gradient, and radioactivity was measured. (A), Monolayers were exposed to CVB (100 PFU/cell) in the presence of FITC-dextran (1mg/ml) and at 90min p.i., fixed and stained for occudin (red) and VP1 (blue). (B), Monolayers transfected with mRFP1-occludin and GFP-caveolin-1 plasmids were exposed to CVB (100 PFU/cell), fixed at 90min p.i., and stained for VP1 (blue). Data are representative of at least three independent experiments performed three times. (A), Cells expressing wild-type or dominant-negative (T66N) EGFP-Rab34 were exposed to CVB (100 PFU/cell) in the presence of 1mg/mL Texas Red(TR)-dextran. Monolayers were fixed at 90 min p.i. to determine the extent of TR-dextran uptake. (B), Quantification of the total number of macropinosomes per cell in cells expressing a GFP control plasmid (CON), or wild-type (WT), constitutively active (Q111L), or dominantnegative (T66N) Rab34. Cells were exposed to no virus (-CVB) or were exposed to CVB (100 PFU/cell) for 90 min at 37 o C. (C), Paracellular permeability to 10kD C14-dextran was determined in monolayers expressing dominant-negative (T66N), constitutivelyactive (Q111L), or wild-type forms of EGFP-Rab34. Inset, western blot analysis for GFP to control for equal transfection efficiency. (D), Monolayers transfected with control (CON), Rab34, Rab5, Rab13, or Rabankyrin-5 siRNAs were exposed to CVB (100 PFU/cell) in the presence of FITC-dextran (1mg/ml). At 90min p.i., cells were fixed and the extent of FITC-dextran uptake was determined by microscopy. The percentage of cells with internalized dextran is indicated in white. Data are representative of at least three independent experiments performed three times. Data in (B) and (C) are shown as mean ± standard deviation. Asterisks indicate P < 0.05. Figure S4 . Rabankyrin-5 localizes with internalized occludin and CVB. (A), Monolayers were exposed to CVB (100 PFU/cell) for 90 min at 37 o C and then fixed and stained for Rab5 (green) and VP1 (red). White arrows (left panel) indicate Rab5 at the junction and white arrow heads (right panel) indicate Rab5 and VP1 colocalized within the cytoplasm. (B), Cells exposed to CVB (in the presence of FITC-dextran) for 90 min were fixed and stained for Rabankyrin-5 (red). (C), Cells exposed to CVB (100PFU/cell) for 90 min were fixed and stained for VP1 (green) and . (D), Monolayers expressing YFP-Rabankyrin-5 and mRFP-occludin were exposed to CVB (100PFU/cell) for 90 min, fixed, and stained for CVB (blue). Data are representative of at least three independent experiments performed three times.
